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Legacy effects of long-term nitrogen fertilizer application on the fate of
nitrogen fertilizer inputs in continuous maize
Abstract
Nitrogen fertilizer management can impact soil organic C (SOC) stocks in cereal-based cropping systems by
regulating crop residue inputs and decomposition rates. However, the impact of long-term N fertilizer
management, and associated changes in SOC quantity and quality, on the fate of N fertilizer inputs is
uncertain. Using two 15-year N fertilizer rate experiments on continuous maize (Zea mays L.) in Iowa, which
have generated gradients of SOC, we evaluated the legacy effects of N fertilizer inputs on the fate of added N.
Across the historical N fertilizer rates, which ranged from 0 to 269 kg N ha−1 yr−1, we applied isotopically-
labeled N fertilizer at the empirically-determined site-specific agronomic optimum rate (202 kg N ha−1 at the
central location and 269 kg N ha−1 at the southern location) and measured fertilizer recovery in crop and soil
pools, and, by difference, environmental losses. Crop fertilizer N recovery efficiency (NREcrop) at
physiological maturity averaged 44% and 14% of applied N in central Iowa and southern Iowa, respectively
(88 kg N ha−1 and 37 kg N ha−1, respectively). Despite these large differences in NREcrop, the response to
historical N rate was remarkably similar across both locations: NREcrop was greatest at low and high
historical N rates, and least at the intermediate rates. Decreasing NREcrop from low to intermediate historical
N rates corresponded to a decline in early-season fertilizer N recovery in the relatively slow turnover topsoil
mineral-associated organic matter pool (0–15 cm), while increasing NREcrop from intermediate to high
historical N rates corresponded to an increase in early-season fertilizer N recovery in the relatively fast
turnover topsoil particulate organic matter pool and an increase in crop yield potential. Despite the variation
in NREcropalong the historical N rate gradient, we did not detect an effect of historical N rate on
environmental losses during the growing season, which averaged 34% and 69% of fertilizer N inputs at the
central and southern locations, respectively (69 kg N ha−1 and 185 kg N ha−1, respectively). Our results
suggest that, while beneficial for SOC storage over the long term, fertilizing at the agronomic optimum N rate
can lead to significant environmental N losses.
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A B S T R A C T
Nitrogen fertilizer management can impact soil organic C (SOC) stocks in cereal-based cropping systems by
regulating crop residue inputs and decomposition rates. However, the impact of long-term N fertilizer man-
agement, and associated changes in SOC quantity and quality, on the fate of N fertilizer inputs is uncertain. Using
two 15-year N fertilizer rate experiments on continuous maize (Zea mays L.) in Iowa, which have generated
gradients of SOC, we evaluated the legacy eﬀects of N fertilizer inputs on the fate of added N. Across the
historical N fertilizer rates, which ranged from 0 to 269 kg N ha−1 yr−1, we applied isotopically-labeled N
fertilizer at the empirically-determined site-speciﬁc agronomic optimum rate (202 kg N ha−1 at the central
location and 269 kg N ha−1 at the southern location) and measured fertilizer recovery in crop and soil pools,
and, by diﬀerence, environmental losses. Crop fertilizer N recovery eﬃciency (NREcrop) at physiological maturity
averaged 44% and 14% of applied N in central Iowa and southern Iowa, respectively (88 kg N ha−1 and 37 kg N
ha−1, respectively). Despite these large diﬀerences in NREcrop, the response to historical N rate was remarkably
similar across both locations: NREcrop was greatest at low and high historical N rates, and least at the inter-
mediate rates. Decreasing NREcrop from low to intermediate historical N rates corresponded to a decline in early-
season fertilizer N recovery in the relatively slow turnover topsoil mineral-associated organic matter pool
(0–15 cm), while increasing NREcrop from intermediate to high historical N rates corresponded to an increase in
early-season fertilizer N recovery in the relatively fast turnover topsoil particulate organic matter pool and an
increase in crop yield potential. Despite the variation in NREcrop along the historical N rate gradient, we did not
detect an eﬀect of historical N rate on environmental losses during the growing season, which averaged 34% and
69% of fertilizer N inputs at the central and southern locations, respectively (69 kg N ha−1 and 185 kg N ha−1,
respectively). Our results suggest that, while beneﬁcial for SOC storage over the long term, fertilizing at the
agronomic optimum N rate can lead to signiﬁcant environmental N losses.
1. Introduction
Nitrogen inputs to cereal-based cropping systems are typically ne-
cessary to optimize crop yield and proﬁtability over the short-term. In
addition, by stimulating crop growth and residue inputs to the soil, N
additions can increase soil organic matter (SOM) (Ladha et al., 2011;
Poﬀenbarger et al., 2017), helping to improve soil productivity over the
long-term (Pan et al., 2009; Williams et al., 2008). Synthetic N fertilizer
is the largest source of N inputs to cropland, exceeding typical con-
tributions from biological N ﬁxation, atmospheric deposition, and an-
imal manures (Liu et al., 2010). However, usually less than half of the
fertilizer N applied to maize (Zea mays L.), rice (Oryza sativa L.), or
wheat (Triticum aestivum L.) is actually taken up by the crop, and the
remainder is stored in the soil or lost to the environment (Cassman
et al., 2002). Nitrogen loss from cropland accelerates soil base cation
depletion, decreases regional water and air quality, exacerbates coastal
hypoxia, and contributes to greenhouse gas emissions (Robertson and
Vitousek, 2009).
Minimizing the tradeoﬀ between agricultural productivity and en-
vironmental quality requires eﬃcient use of fertilizer N inputs. For this
study, we deﬁne fertilizer N use eﬃciency as the proportion of fertilizer
N that is taken up by the crop or stored in the soil (Cassman et al.,
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2002). Crop fertilizer N recovery eﬃciency (i.e., the proportion of
fertilizer N that is taken up by the crop; NREcrop) typically decreases
with increasing N fertilizer rate because the yield boost provided by
each unit of added N diminishes as total N supply approaches the yield-
maximizing level (i.e., Law of Diminishing Returns; de Wit, 1992).
However, at a given N fertilizer rate, NREcrop increases with increasing
availability of other resources (e.g., water) because the crop is able to
produce more biomass from a given N supply when growth is not
limited by other factors (i.e., Law of the Optimum; de Wit, 1992). Be-
cause SOM is positively associated with both plant-available N supply
(Culman et al., 2013; Osterholz et al., 2017b; Spargo et al., 2011), as
well as the availability of other key soil resources (e.g., porosity, plant-
available water, other nutrients) (Loveland and Webb, 2003), SOM may
be an important factor regulating NREcrop through one or both of these
mechanisms.
Soil organic matter content may also impact the proportion of fer-
tilizer N that is recovered in the soil (NREsoil) (Barrett and Burke, 2002;
Castellano et al., 2011). As SOM levels increase, stable SOM pools,
which include fractions that are physico-chemically protected from
mineralization through mineral-association and/or microaggregation,
can become saturated (Six et al., 2002; Stewart et al., 2008). Once sa-
turated, these pools have limited capacity to stabilize new organic C,
leading to an enrichment of labile, partially-decomposed plant litter
and organic residues known as ‘particulate organic matter’ (POM)
(Brown et al., 2014; Gulde et al., 2008). Particulate organic matter is
decomposed relatively quickly, except when physically protected from
decomposition by occlusion within aggregates (Six et al., 1998). Pre-
vious research indicates that organic and inorganic N, like organic C,
can exhibit saturation behavior, meaning that soils with high SOM
content have limited capacity to protect against the mineralization of
added N that has been microbially-transformed into organic compounds
(Castellano et al., 2011; Poirier et al., 2014). As a result, added N may
accumulate as inorganic N, which is susceptible to environmental
losses, or be immobilized and re-mineralized during the decomposition
of POM (Burger and Jackson, 2003; Castellano et al., 2011; Compton
and Boone, 2002; Ladd et al., 1977).
In this study, we determined how legacy eﬀects of long-term N
fertilizer application on stable and labile SOM pools would aﬀect
NREcrop and NREsoil as well as environmental losses. We proposed two
alternative hypotheses regarding NREcrop: 1) increasing SOM decreases
NREcrop by increasing the supply of plant-available N, thus reducing
crop response to N fertilizer inputs, 2) increasing SOM increases
NREcrop by optimizing soil resources other than N. We also hypothe-
sized that increasing SOM decreases NREsoil by decreasing fertilizer N
retention in mineral-associated organic matter. To test these hy-
potheses, we measured the recovery of fertilizer N in crop and soil pools
along SOM gradients generated by long-term N fertilization of con-
tinuous maize.
2. Materials and methods
2.1. Nitrogen fertilization experiments
Long-term N fertilizer rate experiments were established in 1999 at
two Iowa State University Research and Demonstration Farms – one
located in central IA (42°01′N; 93°47′W) near Ames, IA and the other
located in southern IA (40°58′N; 93°25′W) near Chariton, IA. Soils at
the central location are classiﬁed as Hapludolls and Endoaquolls with
predominantly loam surface texture, while soils at the southern location
are classiﬁed as Argialbolls and Argiudolls with predominantly silt loam
surface texture according to the USDA Soil Taxonomy (Soil Survey
Staﬀ, 2018). The N fertilizer rate experiment in central IA is underlain
with artiﬁcial subsurface (‘tile’) drainage at a depth of 1.2 m. Tile
drainage is common to the region and installed on approximately 50%
of Iowa maize cropland. In contrast, the southern location does not
have artiﬁcial subsurface drainage. Soils at the central location are
generally more productive than those at the southern location: the
dominant Corn Suitability Rating (CSR2) values for the central and
southern locations are 88 and 41, respectively (Soil Survey Staﬀ, 2018).
Mean annual precipitation for 1999–2014 was 970mm at the central
location and 980mm at the southern location; mean annual tempera-
ture over the same time period was 9.1 °C at the central location and
9.5 °C at the southern location (Iowa State University, 2017).
The experimental design at each location is a randomized complete
block design with four replicates. Each replicate block is planted to
maize every year and divided into ﬁve (central) or seven plots
(southern), which each measure 4.6 m in width×15.2 m in length and
receive the same N rate every year. The N rates applied at the central
location range from 0 to 269 kg N ha−1 yr−1 in 67 kg N ha−1 yr−1
increments (ﬁve rates), while those at the southern location range from
0 to 269 kg N ha−1 yr−1 in 45 kg N ha−1 yr−1 increments (seven rates).
Maize is planted lengthwise in the plots with a row spacing of 0.8m (six
rows per plot). The trials are managed with fall chisel plowing and
spring disking and ﬁeld cultivation before planting. Nitrogen fertilizer
is applied as either urea incorporated at planting or as urea ammonium
nitrate solution injected 1–4 weeks after planting. Phosphorus, K, S, and
soil pH are maintained for optimum production based on soil testing.
Average grain yields and selected soil properties for each location
are presented in Table 1. Average grain yields from 2000 to 2014 were
used to determine the agronomic optimum N rate (i.e., the N rate that
maximizes yield; AONR) at each site using the quadratic-plateau
method described in Cerrato and Blackmer (1990). The AONR was
determined using grain yield data from only those years that followed a
maize crop, therefore 1999 was excluded. The AONR for the central
location was 202 kg N ha−1 yr−1. The AONR could not be precisely
deﬁned at the southern location because grain yield increased up to the
highest N rate applied (269 kg N ha−1 yr−1), so we set the AONR to be
269 kg N ha−1 yr−1 at this site (Poﬀenbarger et al., 2017).
2.2. Subplot N applications
In spring 2015, two 4.6-m wide×3.1-m long subplots were estab-
lished within each plot. One subplot received no N fertilizer (zero-N
subplot), while the other received the site-speciﬁc 2000–2014 AONR
(optimum-N subplot) using NH4NO3 solution (4 l per subplot). The
central portion of each optimum-N subplot (2.3-m wide×3.1-m long,
encompassing the second through ﬁfth rows) received the AONR with
15NH415NO3 (3.6 atom % at central location and 3.3 atom % at southern
location); the remaining area of each subplot received non-labeled
NH4NO3. The N solutions were applied to the soil surface of each
subplot using a handheld backpack sprayer after secondary tillage and
maize planting, but before emergence. Maize was planted at a seeding
rate of 89,000 seeds ha−1 on May 13 (central location) and on April 28,
2015 (southern location). Nitrogen applications for the subplots were
made on May 19 and April 30, 2015 at the central and southern loca-
tions, respectively. The remaining area within each main plot received
the same N fertilizer rate that it historically received as hand-broad-
casted SuperU on the same day that the subplot N fertilizer applications
were made. SuperU is a pelleted urea that contains a nitriﬁcation in-
hibitor and urease inhibitor (Koch Agronomic Services, Wichita, KS).
Subplots were thinned at the two-leaf stage to achieve consistent po-
pulations among all subplots. Maize populations averaged 83,200
plants ha−1 (SE= 1178) at the central location and 86,800 plants ha−1
(SE=600) at the southern location. Weed control was accomplished
using pre- and post-emergence herbicide applications. Supplemental
hand weeding was performed (with weed residue returned to the soil
surface) to maintain weed-free subplots.
2.3. Residue cover
At the maize ten-leaf stage in 2015, residue cover from the previous
year’s crop was visually assessed across the N input gradient. A 3-m
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pole marked at 15-cm increments was placed diagonally across each
subplot. The presence or absence of residue at each 15-cm marking was
recorded. Percentage residue cover was calculated as the proportion of
15-cm marks that intersected with residue, multiplied by 100 (Laﬂen
et al., 1981).
2.4. Soil sampling
Soil samples were collected to 15-cm depth in the fall of 2014 im-
mediately after maize harvest to measure soil inorganic N content (Oct.
17–21 at the central location and Oct. 22, 2014 at the southern loca-
tion). The 2014 samples were composites of ﬁfteen cores of 1.8-cm
diameter taken randomly throughout each of the long-term N rate plots.
In 2015, surface soil samples (0–15 cm) were collected following sub-
plot treatment application at the maize ﬁve-leaf growth stage (June 19
at the central location and June 1, 2015 at the southern location) and at
physiological maturity (Sept. 30 at the central location and Sept. 16,
2015 at the southern location). The 2015 surface soil samples were
composites of 12 cores of 1.8-cm diameter taken from the zero-N and
optimum-N subplots at the ﬁve-leaf stage and from the optimum-N
subplots at maturity.
Proﬁle soil cores (0–120 cm) were also collected immediately fol-
lowing maize harvest in 2015 (Oct. 13 at the central location and Oct.
16, 2015 at the southern location). The 2015 proﬁle soil samples were
composites of three cores of 3.8-cm diameter that were divided into 30-
cm increments. All of the optimum-N subplots were sampled to 120-cm
depth, but only one zero-N subplot from each block was sampled to this
depth to determine 15N natural abundance. We chose to sample the
zero-N subplots within the 135 kg N ha−1 yr−1 historical N rate
treatment for 15N natural abundance because this treatment was pre-
sent at both locations and represents the midpoint historical N rate.
All soil cores collected from subplots were taken from the center
1.5-m width× 2.3-m length of each subplot to encompass the portion
of the optimum-N subplots that received 15N-labeled fertilizer. All soil
samples were transported in a cooler and stored at 4 °C for less than one
week before processing.
2.5. Soil physical and chemical analyses
Soil sample processing involved obtaining a fresh weight of each
sample and a fresh and oven-dried weight (105 °C) of a 10-g subsample.
Bulk density was determined by dividing the oven-dry weight of the soil
by the volume of the sample, which was calculated using the volume of
the coring tool (Franzluebbers and Arshad, 1997). Each soil sample was
then passed through an 8-mm sieve and mixed by hand. The 2015 soil
samples were subsampled for inorganic N determination immediately
after sieving and homogenization while the soil was still ﬁeld-moist,
whereas the fall 2014 soil samples were air-dried and ﬁnely ground
before inorganic N determination. We extracted exchangeable NH4+
and NO3− by reciprocal shaking for 1 h in a 2M KCl solution at a mass/
volume ratio of 1:5. After shaking, the solution was ﬁltered using a pre-
leached Whatman #1 ﬁlter paper and analyzed for NH4+-N and NO3−-
N concentrations using colorimetric methods (Hood-Nowotny et al.,
2010). The remaining portion of each sample was air-dried. A sub-
sample of the air-dried sample was ﬁnely ground and analyzed for total
N concentration and 15N abundance using dry combustion elemental
analysis/IRMS (Europa Scientiﬁc SL-2020, Cambridge, UK). Con-
centrations of inorganic N and total N in mg kg−1 were scaled to units
of kg ha−1 using the bulk density of each sample. We also measured soil
pH in deionized (DI) water at a volume/volume ratio of 1:1 and per-
formed texture analysis (Kettler et al., 2001) using air-dried subsamples
from the zero-N subplots sampled at the ﬁve-leaf stage.
2.6. Soil physical fractionation
The 0–15 cm depth soil samples from the ﬁve-leaf and physiological
maturity sampling events were also subjected to size- and density-based
separations to isolate fractions representative of stable and labile SOM
pools (Six et al., 2002). We isolated three particulate organic matter
(POM) fractions: coarse unprotected POM (cPOM), ﬁne unprotected
POM (fPOM), and microaggregate-protected POM (iPOM), as well as
two mineral-associated fractions: microaggregate-derived silt plus clay
(μSilt + Clay) and easily dispersed silt plus clay (dSilt+ Clay). Coarse
unprotected POM and fPOM are considered relatively labile (fast
turnover), while iPOM, μSilt+ Clay, and dSilt+ Clay are considered
relatively stable (slow turnover; Six et al., 2002). Our fractionation
methods largely followed the physical and density fractionation tech-
niques described by Stewart et al. (2008) and are described in Appendix
1 in Supplementary material.
The cPOM, fPOM, iPOM, μSilt + Clay, and dSilt +Clay fractions
were ground using a mortar and pestle and analyzed for total C and N
concentrations and 15N abundance using dry combustion elemental
Table 1
Mean grain yields (2000–2014) and selected soil properties (0–15 cm) for the long-term N rate experiments in central and southern IA. Standard errors are shown in
parentheses. Regression coeﬃcients for signiﬁcant responses of yield and soil properties to historical N rate are provided in the footnotes.
Historical N rate (kg N ha−1 yr-1) Historical grain yield
(Mg ha−1 yr−1)a
Bulk density
(g cm−3)b
Sand content (g 100 g−1 soil)c pHd
Central
0 4.16 (0.28) 1.34 (0.04) 38.0 (1.9) 6.7 (0.2)
67 8.18 (0.16) 1.38 (0.04) 36.4 (3.0) 6.4 (0.2)
135 10.59 (0.11) 1.33 (0.02) 36.7 (2.3) 6.2 (0.1)
202 11.12 (0.13) 1.34 (0.02) 36.8 (3.1) 6.0 (0.1)
269 11.60 (0.17) 1.32 (0.05) 36.3 (2.7) 6.2 (0.2)
Southern
0 2.10 (0.19) 1.28 (0.04) 4.0 (0.2) 6.3 (0.1)
45 3.58 (0.08) 1.24 (0.03) 4.3 (0.2) 6.5 (0.2)
90 4.84 (0.11) 1.24 (0.03) 4.5 (0.5) 6.3 (0.1)
135 6.49 (0.21) 1.23 (0.03) 4.5 (0.2) 6.1 (0.1)
179 7.93 (0.17) 1.25 (0.03) 4.5 (0.4) 6.2 (0.1)
224 8.59 (0.23) 1.21 (0.03) 4.7 (0.5) 6.2 (0.1)
269 9.18 (0.31) 1.23 (0.03) 4.7 (0.7) 6.0 (0.2)
a Central: Yield= 4.16+ 0.072*Rate – 0.00018*Rate2 for Rate<200, Yield=11.35 for Rate> 200; Southern: Yield= 1.95+ 0.040*Rate – 0.000046*Rate2
(Poﬀenbarger et al., 2017).
b Bulk density values averaged across subplot types at ﬁve-leaf maize growth stage. Central: Bulk dens=1.36 – 0.00015*Rate (P < 0.001 for intercept, P < 0.10
for linear coeﬃcient); Southern: Bulk dens = 1.26 – 0.00015*Rate (P < 0.001 for intercept, P < 0.10 for linear coeﬃcient).
c Sand= 37.4 – 0.0046*Rate (P < 0.001 for intercept, P < 0.10 for linear coeﬃcient); Southern: non-signiﬁcant response.
d Central and southern: pH=6.47 – 0.0015*Rate (P < 0.001 for intercept and linear coeﬃcient).
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analysis/IRMS (Europa Scientiﬁc SL-2020, Cambridge, UK). Due to the
small masses of the fPOM fractions, we combined material across the
four replicate blocks of each N rate treatment for each location prior to
analysis. The C and N concentrations of each fraction were multiplied
by the proportion of each fraction to whole soil mass to determine the C
and N content of each fraction per unit of whole soil mass. The per-
centage of whole soil C recovered in the fractions averaged 90 and 91%
for central and southern locations, respectively. When presenting soil
organic C (SOC) content or fertilizer N recovery of individual fractions,
we combined cPOM and fPOM into a single ‘free POM’ (frPOM) frac-
tion.
2.7. Plant sampling and analysis
Maize was sampled for grain yield and N uptake within the zero-N
and optimum-N subplots at physiological maturity (Sept. 24 at the
central location and Sept. 11, 2015 at the southern location). Six plants
were collected from the center 1.5-m width× 2.3-m length of each
subplot. The ears and stover (stalks, leaves, and husks) were separated,
a fresh weight was obtained on the ears, and both the ears and stover
were placed in an oven at 60 °C. Ears were collected by hand from the
remaining plants in the center two rows of each subplot, counted to
determine plant population, and weighed fresh (yield area=3.48m2).
The grain and cobs from the six-plant sample were separated and all
components (i.e., stover, grain, and cobs) were weighed separately after
drying. The grain dry matter yield (in kg ha−1) was calculated by ad-
justing the fresh ear weight of the entire area to grain dry weight using
the moisture content and grain:cob ratio of the six-plant sample. Stover
and cob dry matter (in kg ha−1) were calculated using the grain dry
matter yield, the harvest index (grain dry matter/total aboveground dry
matter) of the six-plant sample, and the stover and cob proportions of
the six-plant sample. Grain yield was adjusted to 155 g kg−1 moisture
content. The stover, cob, and grain of each six-plant sample were
ground separately and analyzed for N concentration and 15N abundance
using dry combustion elemental analysis/IRMS (Europa Scientiﬁc SL-
2020, Cambridge, UK). The N concentration of each component was
multiplied by the corresponding dry matter to calculate N content of
that component. The N contents of all components were added to obtain
total aboveground plant N uptake in units of kg ha−1.
Maize was harvested in the remaining portion of the plots (i.e.,
outside of the zero-N and optimum-N subplots) using a small-plot
combine in 2015. Grain yields in 2015 were used to determine the
AONR at each location for this speciﬁc year using the quadratic-plateau
method (Cerrato and Blackmer, 1990). The 2015 AONR for the central
location was 217 kg N ha−1 yr-1. Consistent with previous years, the
AONR at the southern location could not be precisely deﬁned in 2015
because grain yield increased up to the highest N rate applied (269 kg N
ha-1 yr-1).
2.8. Calculations and statistics
Fertilizer N recoveries in maize grain (NRgrain), total aboveground
biomass (including grain, cobs, and stover; NRcrop), whole soil (NRsoil
(0–15 cm) or NRsoil (0–120 cm)) and soil fractions (NRμSilt+Clay, NRdSilt+clay,
NRiPOM, and NRfrPOM) were calculated using the direct method ac-
cording to the following equations:
=
−
−
Fertilizer N fraction
Atom N Atom N
Atom N Atom N
% %
% %
optN zeroN
fertilizer zeroN
15 15
15 15 (1)
=Fertilizer N recovery Fertilizer N fraction x N contentdirect optN (2)
where Atom%15NoptN and Atom%15NzeroN are the atom % 15N values of
maize grain, total aboveground biomass, whole soil, or soil fractions
from the optimum-N subplot and zero-N subplot, respectively, N
contentoptN is the N content of maize grain, total aboveground biomass,
whole soil, or soil fractions from the optimum-N subplot, and Atom
%15Nfertilizer is the atom % 15N of the fertilizer applied to the optimum-N
subplot.
Fertilizer N recovery in maize grain and total aboveground biomass
was also calculated using the diﬀerence method. The diﬀerence method
assumes that N fertilization has no eﬀect on plant uptake of soil N,
which is estimated using the amount of N contained in the aboveground
portion of the crop grown in an unfertilized plot (zero-N subplot)
(Hauck and Bremner, 1976). Fertilizer N recovery by the diﬀerence
method was calculated as:
= −Fertilizer N recovery N content N contentdifference optN zeroN (3)
Crop fertilizer N recovery eﬃciency was calculated by dividing the
fertilizer N recovery in total aboveground biomass determined using
the direct or diﬀerence method by the N rate applied in the optimum-N
subplots (202 kg N ha−1 at the central location and 269 kg N ha−1 at
the southern location) and multiplying by 100. Fertilizer N use eﬃ-
ciency was considered to be the percentage of total fertilizer N applied
that was recovered in the crop aboveground biomass at physiological
maturity or in the soil to 120 cm depth at harvest time.
We used linear mixed-eﬀects models in R (R Core Team, 2017) to
determine the eﬀect of historical N rate on SOM properties, grain yield,
plant N uptake, and fertilizer N recovery in plant and soil pools
(Pinheiro et al., 2014). Fixed eﬀects included location (categorical
variable), historical N rate (continuous variable), squared historical N
rate, and the interactions of location by historical N rate and location by
squared historical N rate; block was included as a random eﬀect. For
SOC and C:N ratio of whole soil and soil fractions, we used data from
the ﬁve-leaf sampling time averaged over subplot types when per-
forming regression analysis and calculating means. For NRgrain and
NRcrop, the method of determination (direct vs. diﬀerence) was also
included as a ﬁxed eﬀect in the statistical model to determine the eﬀect
of method on the response of fertilizer N recovery to historical N rate.
For NRsoil and soil inorganic N content following maize harvest, each
depth increment was analyzed separately. Analysis of variance was
used to determine the signiﬁcance of ﬁxed eﬀects. Normal distribution
of residuals and homogeneity of variances were veriﬁed by examining
normal probability plots and residuals vs. ﬁtted values. Non-signiﬁcant
ﬁxed eﬀects (P > 0.10) were eliminated from models in a stepwise
fashion beginning with the highest order interaction. For all statistics,
we used alpha levels of 0.10, 0.05, 0.01, and 0.001 to indicate varying
degrees of statistical signiﬁcance. The glht function in R package
‘multcomp’ (Hothorn et al., 2008) was used for hypothesis testing of the
regression coeﬃcients.
3. Results
3.1. Weather conditions for 2015 growing season
The central location experienced average precipitation during April
and May, and above-average precipitation for most of the 2015 growing
season (June–September) (Fig. S1). The southern location also experi-
enced above-average rainfall for May, June, July and September, and
below-average rainfall for the months of April, August, and October of
2015. Air temperatures were near-average for most of the 2015 growing
season, but both locations experienced relatively warm mean tem-
peratures in April, September, and October.
3.2. Soil organic matter, inorganic N content, and residue cover
At both locations, approximately half (46–54%) of total SOC in the
surface 15 cm was associated with silt and clay particles occluded in
microaggregates (μSilt+ Clay), and this fraction combined with easily-
dispersed silt + clay (dSilt + Clay) accounted for 81–88% of total SOC
(Fig. 1). Of the two POM fractions, frPOM made up a greater proportion
of total SOC than iPOM, except within plots that historically received
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low N inputs at the southern location. The southern location soil was
more ﬁne-textured than the central location soil and contained more
SOC, particularly within the dSilt+ Clay and POM fractions (Fig. 1).
The SOC concentration of the whole soil and all physical fractions
increased with increasing long-term N rate (P < 0.05; Table S1), with
the exception of dSilt+Clay. With increasing N application from 0 to
269 kg N ha−1 yr−1 at both locations, there was approximately a 10%
increase in the total SOC and μSilt+ Clay, a 20–40% increase in iPOM
and a 50–70% increase in frPOM.
The C:N ratios of whole soil, μSilt+ Clay, and dSilt +Clay were
between 11 and 12, while the iPOM and frPOM fractions had C:N ratios
of 14–17 and 18–21, respectively (Fig. S2). The C:N ratio of all physical
fractions decreased signiﬁcantly across the N input gradient (P < 0.05;
Fig. S2 and Table S2), while the whole soil C:N ratio was unaﬀected by
historical N rate (P=0.25).
The gradient of long-term N inputs also impacted fall and spring soil
inorganic N content and residue cover. Soil inorganic N content in the
fall immediately following 2014 harvest ranged from 10 to 20 kg N
ha−1 in the surface 15 cm, with maximum values at intermediate
(southern) or high (central) historical N rates (Fig. S3). Soil inorganic N
content in zero-N subplots at the ﬁve-leaf stage in 2015 was greatest for
the highest historical N rate at both locations (Table S3). Residue cover
at the maize ten-leaf stage in 2015 averaged 30% in the plots that
historically received zero N and increased to 59% at the highest long-
term N rate at both locations (Fig. S4). Percentage residue cover ex-
hibited a quadratic response to historical N rate at both locations.
3.3. Crop yield, N uptake, and fertilizer N recovery
At both sites, grain yield and aboveground plant N uptake at phy-
siological maturity in the zero-N subplots increased linearly with his-
torical N rate (P < 0.01), while grain yield and N uptake in the op-
timum-N subplots exhibited a quadratic response (P < 0.10; Table S4)
with the greatest yield and N uptake in subplots that had historically
received relatively low or high N inputs (Fig. 2). Averaged across
historical N rates, maize grain yield in the optimum-N subplots was
13.4 Mg ha−1 at the central location and 8.3Mg ha−1 at the southern
location, and aboveground plant N uptake (fertilizer N+non-fertilizer
N) was 179 kg N ha−1 at the central location and 96 kg N ha−1 at the
southern location. Maize grain yield and N uptake in the zero-N sub-
plots were 40–50% of the yield or N uptake in the optimum-N subplots
(Fig. 2).
Consistent with grain yield and aboveground plant N uptake in the
optimum-N subplots, NRcrop at both sites exhibited a quadratic response
to historical N rate (P < 0.01; Table S5), with the greatest NRcrop in
subplots that had historically received relatively low or high N inputs
(Fig. 3). Averaged across historical N rates, maize took up 88 kg ferti-
lizer-N ha−1 in aboveground biomass (44% of fertilizer N applied) at
the central location, and 37 kg fertilizer-N ha−1 (14% of fertilizer N
applied) at the southern location as measured by the direct 15N method
(Fig. 3). Fertilizer N accounted for 49% and 37% of total plant N uptake
at the central and southern locations, respectively, and this percentage
did not vary across historical N rates (P=0.14). Sixty-nine percent
(central) or 65% (southern) of fertilizer N recovered in aboveground
biomass was harvested as grain (Fig. 3). Crop fertilizer N recovery was
signiﬁcantly greater when measured using the diﬀerence method than
the direct method (P < 0.001; Fig. 3; Table S5), but the response of
NRgrain and NRcrop to historical N rate was similar for both methods
(P > 0.10).
3.4. Fertilizer N recovery in topsoil (0–15 cm)
According to soil 15N measurements, between 18 and 40% of the
fertilizer N applied at planting was recovered in the surface 15 cm of
soil at the onset of the maximum rate of maize N uptake (ﬁve-leaf stage;
∼4 weeks after fertilizer application; Osterholz et al., 2017a). Ap-
proximately 5–10 kg N ha−1 would be expected to be present in a maize
crop at this growth stage (Abendroth et al., 2011), and a portion may
have moved to deeper soil layers following rain events after application.
At the central location, NRsoil (0–15 cm) decreased from 54 kg fertilizer-N
Fig. 1. Soil organic C in whole soil, microaggregate-derived silt plus clay (μSilt+Clay), easily dispersed silt plus clay (dSilt + Clay), microaggregate-protected
particulate organic matter (iPOM), and free particulate organic matter (frPOM) for 0–15 cm samples collected in two long-term N rate experiments at the maize ﬁve-
leaf growth stage in 2015. Data were averaged across the optimum-N and zero-N subplots. Coeﬃcient estimates for regression lines and curves are presented in Table
S1. Error bars depict ± one SE.
H.J. Poﬀenbarger et al. Agriculture, Ecosystems and Environment 265 (2018) 544–555
548
ha−1 to 36 kg fertilizer-N ha−1 from the lowest to highest historical N
rate, although the decrease was not signiﬁcant (P=0.87; Fig. 4; Table
S6). At the southern location, NRsoil (0–15 cm) exhibited a quadratic
response (P < 0.001), with approximately 100 kg fertilizer-N ha−1
recovered in plots that had historically received 0 or 269 kg N ha−1 in
annual applications and as little as 73 kg fertilizer-N ha−1 recovered in
Fig. 2. Maize grain yield and aboveground plant N uptake at physiological maturity in the zero-N and optimum-N subplots of two long-term N rate experiments.
Coeﬃcient estimates for regression lines and curves are presented in Table S4. Error bars depict ± one SE.
Fig. 3. Fertilizer N recovery in maize grain and aboveground
biomass (grain, cob, and stover) at physiological maturity in
the optimum-N subplots of two long-term N rate experiments.
Fertilizer N recovery was determined using the uptake of 15N-
labeled fertilizer (‘direct method’) and by the diﬀerence be-
tween N uptake in the optimum-N subplot and the zero-N
subplot (‘diﬀerence method’). Coeﬃcient estimates for re-
gression curves are presented in Table S5. Error bars depict
± one SE.
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the plots that had received the intermediate historical N rate. Of the
total fertilizer N recovered in the surface 15 cm of the soil, only 20–36%
was recovered in the insoluble physical fractions, suggesting that most
of the fertilizer N present in the soil remained in soluble forms at the
ﬁve-leaf growth stage. This is consistent with the large pools of soil
inorganic N (fertilizer and SOM-derived inorganic N) measured in op-
timum-N subplots at the same growth stage, which averaged 75 kg N
ha−1 at the central location and 152 kg N ha−1 at the southern location
(Table S3). Most of the fertilizer N recovered in the insoluble physical
fractions was found in the dSilt + Clay and μSilt+ Clay fractions, and
NRdSilt+Clay decreased with historical N rate (P < 0.05; Fig. 4; Table
S6). Between 1 and 3 kg fertilizer-N ha−1 was found in the frPOM
fraction at the maize ﬁve-leaf stage, and recovery of fertilizer N in this
fraction increased from the long-term zero N treatment to the inter-
mediate and high historical N rates (P < 0.05; Fig. 4 and Table S6).
Very little fertilizer-N was recovered in the iPOM fraction (Fig. 4).
Recovery of fertilizer N in the surface 15 cm decreased between the
ﬁve-leaf stage and physiological maturity, corresponding to the period
of substantial N uptake by the crop. At physiological maturity, 27–40 kg
fertilizer-N ha−1 was recovered in the surface 15 cm at the central lo-
cation and 34–51 kg fertilizer-N ha−1 was recovered at the southern
location; 60–90% of the total fertilizer N recovered in the surface 15 cm
was found in the insoluble mineral-associated and POM fractions
(Fig. 5). Fertilizer N recovery decreased with historical N rate for the
whole soil and mineral-associated fractions (P < 0.05; Fig. 5 and Table
S7). However, NRfrPOM increased from zero to intermediate (central and
southern) or high (southern) historical N rates (P < 0.05; Fig. 5 and
Table S7).
3.5. Fertilizer N recovery in crop and soil proﬁle (0–120 cm)
Fertilizer N recovery in the soil proﬁle (0–120 cm) following maize
harvest averaged 45 kg fertilizer-N ha−1 and 48 kg fertilizer-N ha−1, or
22% and 18% of fertilizer N applied, at the central and southern lo-
cations, respectively (Fig. 6). Recovery of fertilizer N in the soil at crop
harvest time decreased with depth at both locations. Summed across all
soil depths, there was a trend toward greater NRsoil (0–120 cm) at low
historical N rates than high historical N rates at both locations (Table
S8).
Despite the signiﬁcant eﬀect of historical N rate on NRcrop (Fig. 3),
there was no eﬀect of historical N rate on total system recovery (crop
recovery plus soil recovery; P=0.18), which averaged 134 kg ferti-
lizer-N ha−1 and 84 kg fertilizer-N ha−1, or 66 and 31% of fertilizer N
applied, across historical N rates at the central and southern locations,
respectively (Fig. 6). The quantity of fertilizer N not recovered in the
crop and soil averaged 69 kg fertilizer-N ha−1 and 185 kg fertilizer-N
ha−1, or 34% and 69% of the fertilizer N applied, at the central and
southern locations, respectively (Fig. 6).
4. Discussion
4.1. Increasing long-term N fertilizer rate increases plant-available N supply
The range of long-term N fertilizer rates generated a gradient of SOC
at both locations that could be attributed to increases in aggregate-as-
sociated SOC and relatively labile frPOM rather than the relatively
stable mineral-associated dSilt + Clay. This pattern of SOC accumula-
tion in the physical fractions is consistent with ﬁndings by Chung et al.
(2008) and the hierarchical model of C saturation, which posits that
small, chemically-protected pools (e.g., dSilt+ Clay) have a lower ca-
pacity to store added C than larger chemically- and physically-protected
pools (e.g., μSilt+ Clay and iPOM) and that C inputs accumulate in
labile pools (e.g., frPOM) as the physico-chemically protected pools
approach saturation (Gulde et al., 2008; Stewart et al., 2009, 2008).
We found that the physical fractions diﬀered in C and N stoichio-
metry, with the greatest C:N ratios observed for frPOM, followed by
iPOM, μSilt+ Clay, and dSilt+Clay at both locations. The wide C:N
ratios of the POM fractions suggest the dominance of partially-decom-
posed plant material, while the more narrow C:N ratios of the mineral-
associated fractions suggest the dominance of microbial products
(Grandy and Neﬀ, 2008; Plaza et al., 2013; Puget et al., 1998). The C:N
ratios of all physical fractions declined with increasing long-term N
Fig. 4. Fertilizer N recovery in whole soil, microaggregate-derived silt plus clay (μSilt+Clay), easily dispersed silt plus clay (dSilt + Clay), microaggregate-protected
particulate organic matter (iPOM), and free particulate organic matter (frPOM) for 0–15 cm samples collected at the maize ﬁve-leaf growth stage in the optimum-N
subplots of two long-term N rate experiments. Coeﬃcient estimates for regression lines and curves are presented in Table S6. Error bars depict ± one SE.
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fertilizer rate. This decline may be explained by a decrease in the C:N
ratio of crop residue (Russell et al., 2009), a decrease in the fungal:-
bacterial ratio (Brown et al., 2014), an increase in non-exchangeable
inorganic N (Chen and Mackenzie, 1992; Liang and MacKenzie, 1994),
or a shift from more plant-derived to more microbial-derived products
within the fractions (Simpson et al., 2007). Inconsistent with trends
observed for the physical fractions, the C:N ratio of the whole soil was
not aﬀected by N fertilizer rate at either location, a discrepancy that
may be explained by a lower analytical sensitivity to changes in whole
SOC and N concentrations. When assessing the eﬀect of long-term N
fertilizer rate on SOC fractions at the central location, Brown et al.
(2014) also measured signiﬁcant changes in the C:N ratios of POM
fractions but not of the whole soil samples.
We were able to link the positive eﬀect of long-term N fertilization
on SOC to increased plant-available N supply from SOM mineralization.
Where no fertilizer N was applied in 2015 (i.e., the zero-N subplots),
increasing historical N rate led to greater total N uptake by maize at
both locations. Variation in surface soil inorganic N content from the
previous fall (2014) was not large enough to account for diﬀerences in
plant N uptake across the historical N rate gradient in 2015, though the
relatively shallow sampling depth (0–15 cm) may not have fully cap-
tured treatment eﬀects on residual soil inorganic N (Fig. S3). However,
in the zero-N subplots, the diﬀerence between plant N uptake at ma-
turity and soil inorganic N at the ﬁve-leaf stage was ∼10 kg N ha−1
greater in the highest historical N rate treatment than in the long-term
zero-N treatment at both locations (equal to 12–24% of total plant N
uptake), indicating that more N mineralization occurred during the
growing season in the plots that had historically received high N rates.
Fig. 5. Fertilizer N recovery in whole soil, microaggregate-derived silt plus clay (μSilt+Clay), easily dispersed silt plus clay (dSilt + Clay), microaggregate-protected
particulate organic matter (iPOM), and free particulate organic matter (frPOM) for 0–15 cm samples collected at maize physiological maturity in the optimum-N
subplots of two long-term N rate experiments. Coeﬃcient estimates for regression lines and curves are presented in Table S7. Error bars depict ± one SE.
Fig. 6. Mass per area and percentage of ap-
plied fertilizer N that was recovered in maize
aboveground biomass, the soil proﬁle
(0–120 cm), and unrecovered at harvest time
in optimum-N subplots of two long-term N rate
experiments. Fertilizer recovery in each pool
was averaged across historical N rate treat-
ments. Error bars depict ± one SE.
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This N budget approach veriﬁes that the positive relationship between
labile SOC or total SOC content and net N mineralization observed in
laboratory incubation studies (Curtin and Wen, 1999; Osterholz et al.,
2017b; Spargo et al., 2011) explains variation in crop N uptake in the
ﬁeld. The legacy eﬀect of N fertilization on maize N uptake in un-
fertilized plots is consistent with ﬁndings by Motavalli et al. (1992),
albeit less pronounced than the legacy eﬀect that they observed.
4.2. Legacy eﬀects of N fertilizer rate on crop and soil fertilizer N recovery
Crop fertilizer N recovery in the optimum-N subplots decreased with
increasing historical N rate among the lowest historical N rates and then
increased among the highest historical rates at both locations. Contrary
to our ﬁrst hypothesis, the initial decrease in NRcrop at low historical N
rates could not be explained by variation in the soil N supply. Maize N
uptake in the zero-N subplots indicated increasing soil N-supplying
capacity across the gradient of historical N inputs, which should de-
crease the response of maize N uptake to fertilizer N inputs (i.e., the
diﬀerence between N uptake in the optimum-N and zero-N subplots).
However, plant N uptake in the optimum N subplots was not constant
across the historical treatments, but instead showed a lower plant N
uptake at intermediate historical N rates compared to low and high
historical N rates at both locations. The decrease in plant N uptake in
the optimum-N subplots from low to intermediate historical N rates
suggests that the initial decrease in NRcrop was more likely due to
variation in the plant-availability of newly added fertilizer N than to
variation in the soil N-supplying capacity.
Consistent with our second hypothesis and the Law of the Optimum
(de Wit, 1992), the increase in NRcrop from intermediate to high his-
torical N rates may relate to the soil’s capacity to supply resources other
than N for crop growth and yield. In the optimum-N subplots, we ob-
served a 10–20% increase in yield from intermediate to high historical
N rates, which agrees with the idea that increasing SOM enhances the
supply of soil resources other than N (Loveland and Webb, 2003), re-
sulting in a greater yield potential and more complete recovery of fer-
tilizer N inputs (de Wit, 1992; Liang et al., 2013). All treatments within
the present study were maintained for optimum P, K, S, and soil pH;
however, it is possible that increasing SOM increased availability of
another limiting plant nutrient. Alternatively, improved soil physical
properties (e.g., lower bulk density; Table 1) may have allowed roots to
access water and nutrients more easily in plots with greater SOC con-
tent, increasing yield potential and NRcrop (Unger and Kaspar, 1994). In
another Iowa study, Lazicki et al. (2016) reported higher yields and
greater root length density of maize grown in cropping systems re-
ceiving more organic C inputs. Further research on root growth char-
acteristics and root fertilizer N recovery across gradients of SOM may
help to explain the curvilinear response NRcrop observed in our study.
Patterns of NRsoil (0–15 cm) largely support our hypothesis that in-
creasing SOM pool size leads to lower soil retention of fertilizer N
(Castellano et al., 2011). At the ﬁve-leaf stage and physiological ma-
turity at both locations, NRdSilt+Clay decreased with increasing histor-
ical N rate, while NRfrPOM increased, at least over a portion of the
historical N rate gradient. At physiological maturity, we also observed a
decrease in NRμSilt+Clay and NRsoil (0–15 cm) with increasing historical N
rate. These patterns agree with previous research showing that a de-
creasing proportion of added N is stored in stable pools as the con-
centration of mineral-associated or total SOC increases (Castellano
et al., 2011; Poirier et al., 2014; White et al., 2014). In plots with his-
torically low N inputs, mineral-associated SOC (particularly μSilt+
Clay-C) was lower and thus there was a greater capacity to stabilize new
N in organic compounds chemically bound to silt and clay surfaces. In
plots with historically high N inputs, a lower C saturation deﬁcit of
mineral-associated organic matter and greater presence of frPOM and
surface residue may have led to less fertilizer N stabilization in mineral-
associated fractions and greater immobilization of fertilizer N in mi-
crobial biomass associated with the decomposing residue (Nissen and
Wander, 2003). The partially-decomposed plant residues making up
frPOM have relatively high C:N ratios (18–21), which approach the
critical transition from net N mineralization to net N immobilization
(Stevenson and Cole, 1999). Interestingly, NRfrPOM did not increase
linearly across the historical N rates (i.e., in proportion to the size of
this fraction), perhaps because the C:N ratio decreased as the size of the
fraction increased, representing a trade-oﬀ between pool (sink) size and
stoichiometric controls on N retention.
Our results suggest that the retention of fertilizer N in the topsoil
was controlled by two competing processes: the immobilization of
fertilizer N in mineral-associated organic matter and the immobilization
of fertilizer N in microbial biomass associated with POM. At both
growth stages at the central location and at physiological maturity at
the southern location, NRsoil(0–15 cm) was well-correlated with
NRμSilt+Clay and NRdSilt+Clay (Figs. 4 and 5). In contrast, at the southern
location at the ﬁve-leaf stage, NRsoil(0–15 cm) reﬂects retention by
dSilt +Clay at low historical N rates and recovery in POM and soluble
fractions at high historical N rates (Fig. 4). Importantly, the variation in
early-season NRsoil (0–15 cm) was positively correlated with end-of-season
grain yield (r= 0.58; P < 0.05), plant N uptake (r=0.49; P < 0.10),
and NRcrop (r= 0.69; P < 0.001) at the southern location (though not
the central location; Figures S5 and S6), suggesting that maize roots
were able to take up more fertilizer N when more of it was retained in
the region of high root density (Fan et al., 2016).
Despite signiﬁcant eﬀects of historical N rate on NRcrop and NRsoil
(0–15 cm) at physiological maturity, there was no legacy eﬀect of N rate
on fertilizer N recovery for the crop-soil system (i.e., crop aboveground
biomass plus soil proﬁle), suggesting that variation in fertilizer N use
eﬃciency was due to diﬀerential allocation of fertilizer N between these
pools rather than to variation in N losses. Our data suggest that, at
lower historical N rates, the greater allocation of fertilizer N to crop
uptake than soil storage relates to greater early-season retention of
fertilizer N in the topsoil mineral-associated organic matter. In contrast,
at high historical N rates, greater allocation of fertilizer N to crop up-
take than soil storage may be due to: 1) enhanced crop yield potential
and thus more complete fertilizer N recovery due to greater SOM
content, and/or 2) improved availability of fertilizer N due to a greater
proportion of fertilizer N cycling in labile pools (such as frPOM or
microbial biomass) of topsoil.
4.3. Site-speciﬁc factors strongly inﬂuence the fate of fertilizer N inputs
Diﬀerences in fertilizer N use eﬃciency were much greater between
locations than among historical N rates within a single location. At the
central location, the percentage of fertilizer N recovered in the crop and
soil pools (44% and 22%, respectively) was consistent with results from
other 15N studies conducted in optimally-fertilized continuous maize
systems of the Midwestern U.S., which generally show 30–50% of fer-
tilizer N recovered in aboveground crop biomass and 15–40% re-
covered in the soil proﬁle (Schindler and Knighton, 1999; Stevens et al.,
2005; Timmons and Cruse, 1990; Varvel and Peterson, 1990). At the
central location,∼70 kg fertilizer-N ha−1 was not recovered in the crop
aboveground biomass or soil proﬁle at harvest time, a quantity that is
consistent with ﬁgures from other 15N tracer experiments using a si-
milar fertilizer N rate (Gardner and Drinkwater, 2009). Nitrogen losses
of this magnitude are conceivable considering that annual NO3−-N
leaching losses in tile-drained maize cropland are estimated to be
20–50 kg N ha−1 yr−1 (David et al., 1997; Jaynes et al., 2001; Lawlor
et al., 2008) and annual denitriﬁcation losses are estimated to be
15–30 kg N ha−1 yr−1 (Burkart and James, 1999; Hofstra and
Bouwman, 2005; Seitzinger et al., 2006). It’s important to note that
these estimates of leaching and denitriﬁcation losses include both fer-
tilizer-N and mineralized SOM-N lost throughout an entire year;
Martinez-Feria et al. (2018) estimated that 93% of N leaching and de-
nitriﬁcation losses in continuous maize production at two Iowa sites
were related to ineﬃcient use of N fertilizer inputs, but only about half
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of these losses occurred during the growing season. On the other hand,
the unrecovered fertilizer N determined in our study accounts for not
only leaching and denitriﬁcation losses during the growing season, but
also volatilization losses (which likely make up<20 kg fertilizer-N
ha−1; Meisinger and Randall, 1991) and N contained in root biomass
(which may make up ∼15 kg fertilizer-N ha−1, assuming fertilizer-N
makes up 50% of root biomass N; Dietzel et al., 2017).
The low NREcrop at the southern location (14%) is consistent with
the observation that the AONR is typically high (269 kg N ha−1 yr-1;
Poﬀenbarger et al., 2017) despite grain yields being relatively low at
this location. The recovery of fertilizer N in the soil proﬁle (18%) was
also low relative to other 15N studies conducted in continuous maize
systems of the region (Schindler and Knighton, 1999; Stevens et al.,
2005; Timmons and Cruse, 1990). Approximately 185 kg fertilizer-N
ha−1 was not recovered in crop aboveground biomass or in the soil
proﬁle at the end of the growing season. Very little of the fertilizer N
recovered in the soil at harvest time was found below 30 cm depth
(Table S8), suggesting that N losses occurred largely from the soil
surface rather than through leaching. Because the soil pH was slightly
acidic and the fertilizer was applied in solution, it’s unlikely that soil
volatilization was a dominant loss pathway (Meisinger and Randall,
1991). Therefore, a large portion of the unrecovered fertilizer-N at the
southern location was likely lost through denitriﬁcation. Soils at the
southern location are poorly-drained with no artiﬁcial drainage, con-
ditions that can limit yield potential and promote N loss through de-
nitriﬁcation, particularly in a year with above-average spring rainfall
(Helmers et al., 2012; Hofstra and Bouwman, 2005; Meisinger and
Randall, 1991). Even so, previous estimates of annual denitriﬁcation
losses from poorly-drained, high-SOM cropland would only make up
about half of the unrecovered fertilizer N determined at this location
(Hofstra and Bouwman, 2005; Meisinger and Randall, 1991). Our
evaluation of fertilizer N fate at the southern location suggests that
denitriﬁcation losses may be greater than previously estimated for
poorly-drained Midwestern U.S. cropland.
4.4. Management implications
The large diﬀerence in NREcrop between the central and southern
Iowa locations indicates that high-yielding ﬁelds do not necessarily
require higher N fertilizer inputs, a ﬁnding that runs counter to the
widespread yield-based approach to fertilizer N rate determination and
helps to explain poor correlation between the AONR and yield at the
AONR (Morris et al., 2018). We found that increasing SOM led to
greater soil N-supplying capacity within a ﬁeld, suggesting that SOM-
building practices implemented over the long-term may lead to a re-
duction in the AONR. However, the greater SOM content of the surface
15 cm at the southern location was associated with a higher rather than
lower AONR than the central location due to the lower yield potential
and NREcrop at the southern location.
Several tactics have been proposed to increase NREcrop by im-
proving the synchrony between fertilizer N addition and crop N uptake.
These include at-planting application or split application of N fertilizer
between pre-plant and early-vegetative growth (Randall and Sawyer,
2008), subsurface placement of N fertilizer (Nkebiwe et al., 2016), in-
season diagnostic tools to ﬁne-tune N rate according to weather and soil
conditions (Colaço and Bramley, 2018; Sela et al., 2018), enhanced-
eﬃciency fertilizers (Li et al., 2018), and enhanced eﬃciency crops
with deep, vigorous root systems (Yu et al., 2015). Gardner and
Drinkwater (2009) evaluated the impact of several of these manage-
ment tactics using meta-analysis and found that they increased NRcrop
by −0.9 to 43%. In the case of the southern Iowa location, economic
ineﬃciencies associated with poor crop fertilizer recovery likely dictate
broader land use decisions that may reduce the environmental impact
of maize production: the combination of high input costs and low maize
yields at the southern location correspond to a much lower proportion
of land area devoted to row crop production in south-central Iowa than
in central Iowa (26% and 72% for Lucas County and Boone County,
respectively, in 2016) (National Agricultural Statistics Service, 2018).
4.5. Methodological considerations in determining crop fertilizer N recovery
Crop fertilizer N recovery was higher when calculated by the dif-
ference method than by the direct method (Fig. 3), a ﬁnding that is
consistent with the majority of studies that have compared these
methods (Hauck and Bremner, 1976; Ladha et al., 2005; Rao et al.,
1992; Stevens et al., 2005). The diﬀerence method assumes that the soil
supplies the same amount of N to the crop in fertilized and unfertilized
treatments (Hauck and Bremner, 1976). Greater N recovery by the
diﬀerence method than the direct method could arise if this assumption
is violated (i.e., N fertilization enhances soil N mineralization or root
growth). Gross mineralization rates measured in zero-N and optimum-N
subplots during the 2015 growing season indicate that the soil did not
supply more N to the crop in the optimum-N subplots than the zero-N
subplots (Mahal et al., in revision), although it is possible that greater
root growth with N fertilization enhanced crop uptake of soil N (Cai
et al., 2015). Alternatively, the greater NRcrop by the diﬀerence method
could reﬂect an inaccuracy of the direct method caused by biological
interchange of 15N-labeled N with unlabeled soil N (i.e., part of the 15N-
enriched N applied to a soil is immobilized in the organic N fraction and
replaced with N mineralized from the native SOM) (Harmsen and
Moraghan, 1988; Jenkinson et al., 1985). Pool substitution of 15N is
particularly pronounced where rates of N immobilization are high
(Jenkinson et al., 1985), and thus we would expect a greater eﬀect in
plots that received more crop residue inputs due to high historical N
rates. However, we found that NRcrop responded similarly to historical
N rate for both methods, suggesting that if biological interchange of 15N
did occur, the magnitude of this eﬀect was similar across our treat-
ments.
5. Conclusion
We evaluated the legacy eﬀect of long-term N fertilizer rate on the
fate of N fertilizer inputs in continuous maize production at two loca-
tions in Iowa. Increasing N inputs led to greater total SOC at both lo-
cations. When the AONR was applied across all historical N rate
treatments, NRcrop exhibited a curvilinear response, with the greatest
recovery in plots receiving low and high historical N inputs; the lowest
recovery occurred at historically intermediate N inputs. However, his-
torical N rate had no eﬀect on fertilizer recovery in the crop plus soil
proﬁle. On average, 34% and 69% of fertilizer N inputs were not re-
covered in crop and soil pools at the end of the growing season at the
two study locations, suggesting that, while beneﬁcial for SOC storage
over the long term, fertilizing at the AONR can lead to signiﬁcant en-
vironmental N losses. Concentrating maize production in agroecosys-
tems with greater NREcrop (e.g., our central vs. southern location) and
implementing tactics to improve synchrony of N availability and crop
uptake may reduce environmental damage associated with maize pro-
duction..
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